Abstract Influenza virus infection (IVI) is typically subclinical or causes a self-limiting upper respiratory disease. However, in a small subset of patients IVI rapidly progresses to primary viral pneumonia (PVP) with respiratory failure; a minority of patients require intensive care unit admission. Inherited and acquired variability in host immune responses may influence susceptibility and outcome of IVI. However, the molecular basis of such human factors remains largely elusive. It has been proposed that homozygosity for IFITM3 rs12252-C is associated with a population-attributable risk of 5.4 % for severe IVI in Northern Europeans and 54.3 % for severe H1N1pdm infection in Chinese. A total of 148 patients with confirmed IVI were considered for recruitment; 118 Spanish patients (60 of them hospitalized with PVP) and 246 healthy Spanish individuals were
Introduction
Influenza is mainly caused by H1N1 and H3N2 influenza A virus (IAV) and influenza B virus. Most individuals, including those infected with the 2009 pandemic H1N1 IAV (H1N1pdm), experience an uncomplicated influenza. Up to 75 % of infections with seasonal influenza or H1N1pdm are estimated to be subclinical [1] [2] [3] [4] . However a low percentage of H1N1pdm-infected patients, many of them without known risk factors, develop primary viral pneumonia (PVP) and a minority even develop acute respiratory distress syndrome (ARDS), requiring admission to an intensive care unit (ICU) [2, 4] . Inherited variability in host immune responses may influence susceptibility and outcome of IAV infection, but the molecular nature of such factors remains largely elusive [5] [6] [7] [8] .
IFITM3 was found to restrict the entry and replication of pathogenic viruses, including IAV, in both mice and humans [9] [10] [11] . The variant IFITM3 rs12252-C alters a splice acceptor site and encodes an aberrant form of the protein lacking the Nterminal 21 amino acids (Δ21 IFITM3). Conflicting results about the impact of the IFITM3 rs12252-C variant, coding for the Δ21 IFITM3 protein, in controlling IAV restriction in vitro have been reported [9, 10] . It has been proposed that homozygosity for the rs12252-C allele is associated with development of severe influenza in Northern Europeans and severe IAV infection in Asians [9, 12, 13] . However, these results were not replicated in a recent report from the United Kingdom [14] . In the present study, we assessed whether the IFITM3 rs12252-C allele is associated with susceptibility to and severity of influenza virus infection (IVI) among a white Spanish population.
Patients and methods

Patients and controls
We performed a case-control genetic association study aimed to analyze the role of the IFITM3 rs12252 polymorphism in the susceptibility and severity of IVI. From July 2009 to March 2014, 152 patients with confirmed IVI from five tertiary Spanish Hospitals and primary care centers from Gran Canaria (Spain), were considered for recruitment. Data and samples from ambulatory patients and from 44 % of the hospitalized patients were retrospectively obtained; in the remaining patients, data were obtained prospectively. Ethnicities other than white Spanish were excluded. All patients were treated with oseltamivir, and only one patient had been previously vaccinated against H1N1pdm.
The general Spanish population group consisted of 246 (blood and bone marrow donors, as well as hospital staff) unrelated white Spanish volunteers (age 33.28 ± 16.47 years; 43.9 % females). No data about IVI were available in this group, and none of these individuals had previously developed any severe respiratory illness.
Detection of influenza virus infection
Influenza A virus H1N1pdm was detected in nasopharyngeal swabs using the real-time polymerase chain reaction (RT-PCR). Infection by influenza viruses other than H1N1pdm was confirmed by either a fourfold increase in complement fixation titers between acute and convalescent phases (11 out of the 152 patients) or RT-PCR (N = 7).
DNA extraction and genotyping
Genomic DNA was extracted from 400 μl of peripheral blood using iPrep™ PureLink™gDNA Blood kit in the iPrep™Purification Instrument (Invitrogen by Life Technologies, Carlsbad, CA). Extracted DNA integrity was checked by NanoDrop ND-1000 (NanoDrop Technologies, Wilmington, DE). DNA samples were conserved at −40°C.
Genotyping was performed at the Department of Immunology of the Hospital Universitario de Gran Canaria Dr. Negrín (Las Palmas de Gran Canaria, Spain). Analysis of the IFITM3 rs12252 polymorphism was performed by means of PCR-RFLP. PCR was carried out with the pair of primers 5′-AATTTGTTCCGCCCTCATCT-3′ and 5′-ATGT CGTCTGGTCCCTGTTC-3′ in a GeneAmp® PCR System 9600 (Applied Biosystems, Foster City, CA, USA).
Amplification was carried out with a first heating at 95°C for 5 min in order to pre-denature the template DNA, followed by 35 cycles of denaturation at 95°C for 30 s, annealing at 60°C for 30 s and extension at 72°C for 30 s. The final extension was completed at 72°C for 5 min. PCR products were digested with one unit of BalI (Promega Co., WI, USA) for 3 h at 37°C, and then separated on 3 % agarose gel and visualized under UV with etidium bromide. After restriction enzyme digestion, fragments, in function of the length of 342, 197 and/or 145 bp, were classified in accordance with the genotype.
In order to confirm genotypes, 10 % of the samples were sequenced (including all individuals homozygous for rs12252-C). PCR products were purified with ExoSAPiTTM (Amersham Biosciences), according to manufacturer's protocol. Purified PCR products were sequenced using the ABI Prism BigDye® Terminator v3.1 Cycle Sequencing Kit (Applied Biosystems) on the ABI Prism 3130xl genetic analyzer (Applied Biosystems, California, USA). To ensure the removal of BigDye® Terminator v3.1 along with dNTPs, salts and other low molecular weight materials, Performa® DTR Gel Filtration Cartridges (EdgeBio, Gaithersburg, USA) were used to minimize the potential for interference with sequencing applications. Both sense and antisense strands of PCR products were directly sequenced using the same primers used for the PCR amplification.
Data analysis
The number of individuals with each genotype was calculated by direct counting. Hardy-Weinberg equilibrium (HWE) and allele frequencies were calculated using the PLINK software (http://pngu.mgh.harvard.edu/purcell/plink/). Statistical analysis of the data was performed with SPSS 20.0 (SPSS, Chicago, IL, USA). χ2 test or Fisher Exact test, when needed, and odds ratio with 95 % confidence intervals were calculated. A p value < 0.05 was considered statistically significant. This study was approved by the Clinical Research Ethics Committees of the hospitals involved. Informed consent, provided according to the Declaration of Helsinki, was obtained from all patients and/or from their legal representatives.
Results
Among the 152 patients with confirmed IVI initially recruited, 31 patients were excluded from the analysis due to ethnicities other than white Spanish, and in three individuals genotyping was unsuccessful. The study group comprised 118 Spanish Caucasian patients. Sixty out (51 %) of these patients were hospitalized and had radiographic evidence of PVP; 23 were attended at primary care centers, and 35 patients were hospitalized with no evidence of PVP. Thirty-four patients required ICU admission (20 [59 %] with ARDS) (Fig. 1) . Clinical and demographic characteristics of the patients are summarized in Table 1 .
The allele frequency for rs12252-C was found to be 3.5 % among the general Spanish population, a frequency similar to that reported for European populations in the 1000 Genomes project data source (www.1000genomes.org). We found no individuals homozygous for rs12252-C allele in our control group, nor on the available data from 503 individuals in the European population from the 1000 Genomes project. The IFITM3 variant rs12252 was in Hardy-Weinberg equilibrium (p > 0.05) in all the studied groups.
Among our 118 Spanish patients with influenza, homozygosity for rs12252-C was identified only in one patient with mild H1N1pdm infection. Nevertheless, two CC homozygous individuals with severe IVI among the 30 patients who did not satisfy the criteria of inclusion were found. Both patients were of Asian ethnicity, where the prevalence of homozygosity for the variant rs12252-C is much higher (26-44 %) [12, 13] .
We performed a case/control study to compare the allele and genotype frequencies between influenza-infected patients and our control group. These comparisons did not yield significant results ( Table 2 ). The same comparison was performed with data obtained from the IBS population (Iberian population in Spain, n = 107) in the 1000 Genomes project, and also with combined data from the control group of our study and the IBS population (n = 353). This last comparison showed a near significant association of the rs12252-C allele with susceptibility to influenza (p = 0.048; OR = 1.93, 0.94-3.91).
Mills et al. [14] did not find rs12252-C homozygotes in a group of 34 patients from the United Kingdom who required ICU admission due to severe H1N1 IVI. However, the authors found two rs12252-C homozygous individuals in a group of 259 Caucasian patients with mild influenza, and four in a group of 2,623 Caucasian controls who had never required hospital admission. Since allele frequencies were also similar in our population and in the study from Mills et al. [14] , we combined our data with the data from their study. This comparison showed an increase of rs12252-C homozygotes in patients with mild IVI compared with control individuals: three out of 317 patients with mild influenza versus four out of 2,869 controls were homozygous for the rs12252-C allele (p = 0.025 by Fisher exact test; OR = 6.84, 1-40.6).
No significant differences were observed when patients with severe influenza (patients hospitalized with PVP or those requiring ICU admission) and the general population were compared (Table 2 ). No differences were either observed when only patients with A/H1N1pdm infection were compared separately (data not shown). When the different groups of patients were compared according to severity of infection (development of PVP, ARDS or acute respiratory failure, need of ICU admission or hospital mortality), no significant associations were found (data not shown). 
Discussion
In 2012, Everitt et al. [9] found three homozygous individuals for the variant rs12252-C among 53 patients from the United Kingdom hospitalized with influenza (89.5 % H1N1pdm), resulting in a significant overrepresentation when compared with Europeans. Later, Zhang et al. [12] found a significant overrepresentation of rs12252-C homozygotes among 32 Chinese patients with severe H1N1pdm infection compared with 51 individuals with mild disease or population controls. These studies suggested that homozygosity for the IFITM3 rs12252-C allele was associated with a populationattributable risk for severe influenza of 5.4 % in Northern Europeans and 54.3 % for severe H1N1pdm infection in Chinese [9, 12] . Both studies included small sample sizes. Moreover, the association found by Everitt et al. [9] relied on imputed control genotypes, which may bias the frequencies when rare SNPs, such as rs12252, are studied. In addition, not all of their three rs12252-C homozygous patients have undergone population stratification analysis, thus not ensuring only Caucasian ancestors. A more recent study did not find any rs12252-C homozygous in a group of 34 patients from the United Kingdom who required ICU admission due to severe H1N1 IVI [14] . By contrast, two rs12252-C homozygous individuals in a group of 259 Caucasian patients with mild influenza, and four in a group of 2,623 Caucasian controls who had never required hospital admission, were identified. The authors found a recessive association of the rs12252-C variant with mild influenza, but not with severe influenza. These data contrast with those of Zhang et al., who found an association with severe but not mild influenza [14] . Among our 118 patients with IVI, the only patient homozygous for rs12252-C was a 15-yearold girl who had a severe neurological disorder (West syndrome), a risk factor for severe influenza. However, after infection with H1N1pdm, she presented with mild influenza. Hence, no association with severe IVI was observed in our study. By contrast, we found a nonsignificant increase of the rs12252-C allele, but not genotypes, in patients with IVI compared to control Spanish individuals. In addition, when data from our study and those from Mills et al. [14] were analyzed together, a marginal significant association of homozygosity for rs12252-C with mild IVI was observed. These data suggest that, at least in populations of European origin, homozygosity for rs12252-C could confer an increased risk for IVI, but not for severe influenza. Since no patients with mild influenza were included in the study of Everitt et al. [9] , their results might also arise as a consequence of the association of rs12252 with susceptibility to, rather than severity of, IVI. It was suggested that IFITM3 plays a pivotal role in limiting the entry and replication of several viruses, including IAV, in humans and mice [9] [10] [11] . However, the impact of the rs12252-C polymorphism in viral restriction in vitro is also conflicting. Everitt et al. [9] reported that the IFITM3 rs12252-C polymorphism, coding for the Δ21 IFITM3 isoform, has reduced influenza virus restriction in vitro. However, no effect of Δ21 IFITM3 on the control of influenza virus restriction in vitro has been recently reported by Williams et al. [10] .
Although our study includes the highest number of patients with severe IVI analyzed for the rs12252 polymorphism to date, it is limited by a relatively small sample size. Our control group may be considered a representative sample of the Spanish population rather than a representation of noninfluenza infected individuals, since no data about IVI was available. In any event, this limitation would probably lead to underestimation of the association of the variant with susceptibility to IVI. No stratification analysis was performed in our study. However, it does not undermine the fact that, those patients homozygous for rs12252-C suffered from a mild influenza.
Overall, both the results of our study and those obtained by other authors suggest that homozygosity for the rs12252-C allele may predispose to mild, but not to severe, influenza, at least in patients of European origin. In view of the contradictory results observed in Asian and European populations, and the sample sizes of the groups of patients with influenza analyzed to date, further large-scale collaborative studies are required to clarify the role of IFITM3 rs12252 in IVI. A major issue is to know whether patients homozygous for rs12252-C should be actually considered at risk of severe influenza, and if they would require individualized measures in the case of IVI.
